Effect of centrifugation speed on the removal of residual platelets from standard plasma. Standard plasma was prepared and aliquots underwent a second centrifugation for 10 minutes at 400, 600, 1000, 1500, and 1900 x g to assess remove of residual platelets. Calcein-AM was added to the resultant supernatant of each spin, which was then analyzed by flow cytometry. The Y-axis is side scatter (SSC) and the X-axis is FITC (calcein intensity). Calcein-AM intensity can effectively distinguish platelets (high intensity, black) from MPs (low intensity, red). Centrifugation at 1900 x g effectively removed >99.99% of platelets present in standard plasma, though more than 80% of the MP population is also lost.
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Supplemental Figure 2 . PPP prepared according to ISTH guidelines (2,500 x g, 15 minutes)
PFP prepared according to ISTH guidelines (additional 2,500 x g, 15 minutes)
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Supplemental Figure 3 . Increased number of residual platelets and RBC MPs in EDTA as compared to citrate-anticoagulated plasma. (A) Whole blood was drawn from a single healthy volunteer into either EDTA or citrate vacutainers. After mixing of blood with anticoagulant, equal volumes (3mL) were transferred to a 15mL tube and centrifuged at 3000 RPM (1800 x g) to prepare standard plasma. Standard plasma was stained with calcein. There were notably fewer events in both the platelet gate (green) and the MP gate (red) in citrate plasma (events/minute, equal flow rate). (B) EDTA and citrate platelet poor plasma prepared in parallel from the same donor was stained with antiCD235a to quantify RMPs (events/minutes, equal flow rate). Gate P2 (red) was defined as CD235a+. We routinely observe an increased number of CD235a+ MPs (RMPs) in EDTA plasma than in citrate, an artifact that had been described before. 
